The cloning of PCR products is often desirable, especially when characterizing heterogenous product populations. 1o achieve this, restriction sites are frequently included at the 5 ' end of each primer to allow direct cloning. However, low cloning frequencies are sometimes encountered, presumably due to incomplete digestion or Taq polymerase carryover./1,21 Adaptor and linker cloning strategies can be employed to circumvent these problems but standard protocols include several timeconsuming purification steps. 3. Incubate at 37°C, 10 rain; heat-inactivate.
4. Add a SO-fold molar excess of linkers/adaptors, 1 ixl lOx ligase buffer, and 2 units of T4 ligase; 20 ixl final volume.
5. Incubate at 16°C, 4 hr; heat-inactivate.
6. Add 5 ~tl lOx restriction enzyme buffer and cut linkers with 40 units of restriction enzyme in a final volume of 50 ixl for 3 hr at the appropriate temperature.
7. Remove excess linkers/adaptors (e.g., glass beads (7)).
8. Dissolve in double-distilled H20 and add 2 ixl lOx ligase buffer. Phosphorylate adaptored fragments with 4 units of kinase at 37°C, 10 rain in 20 ixl; heatinactivate.
9. Ligate to vector, transform, and screen as above. available, whereas adaptor cloning completely avoids the use of restriction enzymes.
